: Netrin-1 suppresses extracellular matrix (ECM) adhesion and the three-dimensional (3D) growth of AsPC-1 cells but did not affect proliferation and apoptosis in two-dimensional (2D) cultures. (A) Netrin-1 overexpression in AsPC-1 cells (ntn1+) was demonstrated by western blotting. The control cells (ctrl) were infected with retrovirus without netrin-1 CDS insertion, and GAPDH was used as an endogenous control. (B-C) Growth curve analysis of 2D-cultured netrin-1-over-expressing (AsPC-1 ntn1+) and the control (AsPC-1 ctrl) AsPC-I cells (B) or AsPC-1 cells treated with recombinant netrin-1 of the indicated concentration (ng/ml) (C). No significant difference in the cell growth curve was detected upon netrin-1 over-expression or recombinant netrin-1 treatment (P > 0.05). (D-E) Caspase-3 activity analysis (D) and TUNEL assay (E) of netrin-1-over-expressing (AsPC-1 ntn1+) and control AsPC-1 cells (AsPC-1 ctrl). No significant difference in apoptosis was observed between the netrin-1-over-expressing and control AsPC-1 cell lines. (F-G) Quantification of the adhesion of (F) control (AsPC-1 ctrl) and netrin-1-over-expressing (AsPC-1 ntn1+) AsPC-1 cells, or (G) AsPC-1 cells pretreated with recombinant netrin-1 at the indicated concentrations (ng/ml) for 24 hr, to the designated ECM components. (H) Micrographs of the control (AsPC-1 ctrl) and netrin-1-over-expressing (AsPC-1 ntn1+) AsPC-1 cells cultured in 3D in Matrigel for 24 successive days. Netrin-1 decreased the 3D growth of AsPC-1 cells in Matrigel. Scale bars, 50 µm.
(C) Netrin-1 suppresses integrin β4 expression in the control GFP RNAi cells but not in the UNC5B RNAi cells. UNC5b knockdown and control AsPC-1 cells were treated with recombinant netrin-1, and the expression of integrin β4 before and after netrin-1 treatment was detected by western blotting. (D) Netrin-1 interacts with UNC5b but not integrin β4 in the netrin-1-over-expressing AsPC-1 cells. Immunoprecipitation was performed with an anti-myc antibody to pull-down the myc-tagged netrin in netrin-1-over-expressing AsPC-1 cells, followed by immunoblotting analysis of integrin β4 (itgb4), UNC5b and netrin-1 (ntn1) levels in the precipitate.
ITGB4
Forward strand 5′-gatccGCACGTGTGAGGAATGCAATTCAAGAGATTGCATTCCTCACACGTGCTTTTTTg-----3′
Reverse strand 5′-aattcAAAAAAGCACGTGTGAGGAATGCAATCTCTTGAATTGCATTCCTCACACGTGCg-----3′
UNC5B

Forward strand 5′-gatccGCCACACAGATCTACTTCAATTCAAGAGATTGAAGTAGATCTGTGTGGTTTTTTg-----3′
Reverse strand 5′-aattcAAAAAACCACACAGATCTACTTCAATCTCTTGAATTGAAGTAGATCTGTGTGGCg-----3′ 
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